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Incorporation of GPIlb-lDa in Liposomes. 

A mixture of phosphatidyl serine (70%) and phosphatidylcholine (30%) (Avanti 
Pol ar Lipids) were dried to the walls of a glass tube under a stream of nitrogen. Purified 
GPEb-Dla was diluted to a final concentration of 0.5 ing/rriL and mixed with the 
5 phospholipids in a proteimphospholipid ratio of 1:3 (w:w). The mixture was resuspended 
and sonicated in a bath sonicator for 5 mill. The mixture was then dialyzed overnight using 
12,000-14,000 molecular weight cutoff dialysis tubing against a 1000-fold excess of 50 mM 
Tris-HCl, pH 7.4, 100 mM NaCI, 2 mM CaC12 (with 2 changes). The GPIIb-IIIa-coniaining 
liposomes wee centrifuged at 12,000g for 15 miri and resuspended in the dialysis buffer at a 
10 final protein concentration of approximately 1 mg/mL. The liposomes were stored at -70C 
until needed. 


Competitive Binding to GPHb-IIIa 

The binding to the fibrinogen receptor (GPHb-EIa) was assayed by an indirect 

) 5 competitive binding method using [ 3 H]-SK&F-1 07260 as an RGD-type ligand. The 

binding assay was performed in a 96-well filtration plate assembly (Millipore Corporation, 
Bedford, MA) using 0.22 um hydrophilic durapore membranes. The wells were precoatcd 
with 0.2 mL of 10 /xg/mL polylysine (Sigma Chemical Co., St. Louis, MO.) at room 
temperature for 1 h to block nonspecific binding. Various concentrations of unlabeled 

20 benzazepines were added to the wells in quadruplicate. [ 3 H]-SK&F- 107260 was applied to 
each well at a final concentration of 4.5 nM, followed by the addition of 1 fig of the 
purified platelet GPEb-HIa-containing liposomes. The mixtures were incubated for 1 h ai 
room temperature. The GPEb-Hla-bound [3HJ-SK&F- 107260 was seperated from the 
unbound by filtration using a Millipore filtration manifold, followed by washing with ice- 

25 cold buffer (2 times, each 0.2 mL). Bound radioactivity remaining on the filters was 
counted in 1.5 mL Ready Solve (Beckman Instruments, Fullerton, CA) in a Beckman 
Liquid Scintillation Counter (Model LS6800), with 40% efficiency. Nonspecific binding 
was determined in the presence of 2 ^M unlabeled SK&F-l 07260 and was consistently less 
than 0. 14% of the total radioactivity added to the samples. All data points are the mean of 

30 quadruplicate detenninations. 

Competition binding data were analyzed by a nonlinear least-squares curve fitting 
procedure. This method provides the IC50 of the antagonists (concentration of the 
antagonist which inhibits specific binding of [ 3 H]-SK&F-1 07260 by 50% at equilibrium). 
The IC50 is related to the equilibrium dissociation constant (Ki) of the antagonist based on 

35 the Cheng and Prusoff equation: Ki = IC50/(l+L/Kd), where L is the concentration of [3H]- 
SK&F-l 07260 used in the competitive binding assay (4.5 nM), and Kd is the dissociation 
constant of [3H] -SK&F-l 07260 which is 4.5 nM as determined by Scatchard analysis. 
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